Supplemental Figure 1. Endogenous levels of FA in human primary fibroblasts. (a) Flow chart depicting strategy for measurement of FA levels in FSK cells after 24 h treatment. (b) Representative FA standard curve with known concentrations of FA between 0 µM and 40 µM. (c) FSK cells with (treated) and without (control) 250 µM FA after 24 h were collected, lysed and proteins were precipitated with TCA. Measurements of FA were conducted as described under Materials and Methods, and they are expressed as µM FA per milligram of extract protein. Experiments were performed in duplicate and repeated at least three times with different cell batches. In all panels, the bars represent the relative mean values and error bars S.E.M.
. ND5 was the only mitochondrial-encoded-gene and COX8C with a very high FC, but with a p value that was not significant (*).
Supplemental Figure 3. Fusion and fission in mitochondrial human primary fibroblasts after 250 µM
FA treatment for 24 h. (a-b) Flow cytometry quantification of fission (DRP1-616) and fusion (OPA-1) events in FSK cells with and without 250 µM FA for 24 h. The cells were collected and analysed by flow cytometry using antibodies specific for mitochondrial fission (DRP1-616-FITC) and fusion processes (OPA-1-FITC) conjugated with FITC. (b) Treatment with FA did not increase the proportion of fusion/fission events, when compared to the control groups (a). Experiments were performed in duplicate and repeated at least three times with different cell batches. Data were expressed as relative mean fluorescence intensity and in all panels, the bars represent the mean and error bars S.E.M. Figure 4 . Accumulation of PINK1 in the mitochondria of human primary fibroblasts after mitochondrial depolarization. Representative confocal microscopy image of FSK cells following mitochondrial depolarization induced by CCCP at 1 µM final concentration. Mitochondria were visualized with TOMM20 (in red) and mitophagy (in green) with PINK-1. The nuclei were counterstained with DAPI (blue). Loss of DYm induced accumulation of PINK-1 in the mitochondria. The colocalization of TOMM20 and PINK-1 (in yellow) is shown in the merged panel, as well as in the magnification yellow boxed areas on the right. Scale bar, 10 µm. Figure 5a has been switched to a color-blind friendly palette showing merged channels of mitochondria visualized with TOMM20 (in magenta) and mitophagy (in light blue) with PINK-1. The nuclei were counterstained with DAPI (dark blue). Scale bar, 10 µm. Supplemental Figure 10 . FA-induced-DNA-damage in human primary fibroblasts. Replicate experiment showing representative confocal microscopy images of FSK cells following the indicated FA treatments, displaying merged channels of TOMM20 (red) and gH2A.X (green). The nuclei were counterstained with DAPI (blue). Scale bar, 10 µm. Figure 11 . FA-induced-DNA double strand breaks in the mitochondria of human primary fibroblasts. (a-b) Replicate experiment showing representative confocal microscopy images of FSK cells following the indicated FA treatments, presenting merged channels of DNA (in red) and gH2A.X (in green). The nuclei were counterstained with DAPI (blue). The colocalization of DNA and g-H2A.X (in yellow) is shown in the merged panel and in the magnification yellow boxed areas with the green arrowheads indicating colocalization in the FA-treated group when compared to control FSK cells. Scale bar, 10 µm.
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